Immunological examination of human jejunal biopsy specimens is now frequently carried out by immunofluorescent (IF) histology.' 2 The more recently developed immunoperoxidase (IP) techniques provide an alternative with several advantages: permanent preparations can be made and counterstained, for example, with haematoxylin to show the cell nuclei, and an ordinary microscope can be used.3-6 The IP method has been used to examine human7-9 and animal'0 intestine. A The biopsy tissue was fixed for 2 to 4 hours according to size in half-strength Zenker's solution (stock: mercuric chloride 5 g, potassium dichromate 2 5 g, sodium sulphate anhydrous 1 g, distilled water 100 ml; for use: 25 ml stock, 25 ml distilled water, 1-25 ml glacial acetic acid). The Zenker-fixed tissue was processed by standard histological methods to give paraffin blocks, without treatment for possible mercury pigment. Where the specimen could not be processed immediately after fixation it was washed free of fixative and stored in 70o% alcohol for a limited period. The blocks and cut sections appeared to be stable at room temperature, but slides were normally stored at -20°C till used.
The 4 fsm sections were dewaxed in xylene overnight or for at least half an hour, and then transferred for 5 minutes each into fresh xylene and two changes of absolute alcohol. The slides were placed in 0.3% hydrogen peroxide in methanol (1 ml 100 vol hydrogen peroxide in 99 ml methanol) for 5 minutes to inactivate endogenous peroxidase followed by a 5-minute wash in 70% alcohol and in PBS. The sections were pretreated for 10 minutes with 1/10 or 1/20 normal swine serum in PBS, then for 30 minutes with the serological reagents in order, with 10-minute washes in PBS between layers and a final 30-minute wash. The reagents (Dakopatts) are shown in Table 2 . The diltitions In IP, the use of routine histological blocks, as suggested by Taylor and Burns,] 8 gave variable results in our hands. Experience in several laboratories has been that consistent results are found only when the biopsy specimens are fixed under controlled conditions.4 19 In ordinary histological practice, the length of time in fixative and the pH of the formol saline may vary. (Other variables, for example, the temperature of the wax bath, could conceivably have an effect in some circumstances.) A number of studies4 20 21 have shown that treatment of sections with trypsin may greatly improve the staining (IF and IP) of sections from wax blocks fixed in formol saline. This is probably due in part to allowing readier diffusion of the antisera to the antigen. An alternative is to use a different fixative. 22 We have found fixation in half-strength Zenker very satisfactory for IP without the need for treating the sections with proteolytic enzymes. Other workers recommend formol-sublimate.919 22 Variations in the serological procedures would also be likely to affect the sensitivity of the system. We have here compared a direct IF procedure with a three-layer IP procedure, and our results might not apply to IF or IP staining carried out in other ways.
In our experience, the IP method is more sensitive than the IF to changes in the titre of the serological reagents. Thus, in IP, doubling the concentration of the first layer increased the level of background staining to the point where plasma cells stood out much less clearly. In IF, background staining was always slight, and wide variations of dilutions could be used without the plasma cell staining being affected. This might make IP inconvenient for sporadic use but would probably not be so important where the procedure was used regularly. The greatly increased time for staining in IP (three layers as against one) was also sometimes inconvenient.
In view of these complications it may seem surprising that we have obtained comparable counts by two very different methods. There is no reason, however, why two different techniques should not give the same result provided that: (1) tissue shrinkage effects are corrected; (2) the serological reagents can reach the antigen freely; (3) the configuration of the antigen has not been seriously altered; and (4) the serological reagents are used under optimum conditions. It seems that these prerequisites were met in this comparison.
We conclude that these IP and IF methods give very similar plasma cell counts in human jejunal biopsy specimens. The 
